Background: Prolactin (PRL) is involved in the regulation of glucose metabolism since high PRL serum levels are associated with low incidence of type 2 diabetes mellitus (T2DM). Therefore, the aim of the present study was to assess the metabolic effects of PRL on glucose homeostasis in men with T2DM.
INTRODUCTION
Prolactin (PRL) is a pituitary hormone essential for various physiological functions in the human body. It is not only important for the initiation and maintenance of lactation, but seems to be also involved in reproduction, growth and development, and metabolism. These different functions of PRL can only be fulfilled due to the fact that the PRL receptor is expressed in different tissues and cells such as lymphoid cells, endometrium, prostate, adipocytes, and β-cell of the pancreas. [1, 2] Into the aspect, PRL is involved in the regulation of glucose metabolism through regulation the function of pancreatic β-cell. [3] Formerly, PRL was regarded as a diabetogenic factor since; pathological hyperprolactinemia led to insulin resistance (IR) and impairment of pancreatic β-cell function. [4] In recent times, PRL has an important task in the regulation of glucose metabolism; PRL through activation of pancreatic β-cell PRL receptors stimulates insulin secretion and reduces of glucose threshold for insulin secretion. [5] Similarly, PRL through activation of peroxisome proliferative-activated receptor gamma (PPAR-γ) inhibits lipolysis and activates adipocyte differentiation. [6] Marshania found that high PRL in type 2 diabetes mellitus (T2DM) is regarded as a compensatory mechanism against T2DM-induced glucotoxicity and inflammatory changes. [7] As well, diabetic pharmacotherapy may affect PRL levels in patients with T2DM. Metformin reduces PRL whereas glyburide increases PRL due to variability in the hypothalamic dopaminergic activity, which plays an important role in the regulation of PRL from anterior pituitary. [8, 9] Even though previous investigations about the potential effects of PRL in T2DM and its complications are scarce, existing experimental studies suggest an influence of PRL on T2DM through its metabolic effects on adipose tissue; development and growth of pancreatic β-cells; and IR and lipid metabolism. [10] The ability of PRL to stimulate insulin and suppress adipocytokines release further suggests a potential role in the manifestation of IR. [11] Although these studies support the view that PRL promotes the growth and survival of pancreatic β-cells and supports insulin secretion, other studies were not able to detect any correlation between PRL and metabolic profile in patients with T2DM. [12] Therefore, the rational of the present study depends on the hypothesis, which is does high PRL hormone in T2DM is a causative or protective factor? As a result, the objective of the present study was to assess PRL serum levels in patients with T2DM in relation to the effect of metformin and/or glyburide.
METHODS
This study involved 80 male patients with T2DM compared with 25 male healthy controls matched for age; they recruited from Iraqi International Endocrine Center. All recruited patients and healthy controls were subdivided into the following four groups: • Group (A): T2DM patients on metformin therapy 1500 mg/day (n = 29)
• Group (B): T2DM patients on glyburide therapy 10 mg/day (n = 30) • Group (C): T2DM patients on combination therapy (n = 21) • Group (D): healthy male individuals (n = 25).
All patients and enrolled individuals gave informed verbal consent for their participation in this study. This study was permitted by Scientific Ethical Committee in College of Medicine, Al-Mustansiriyia University Baghdad, Iraq, under ethical permission number RVN199NM 8/12/2017 in accordance with the Declaration of Helsinki. [13] Full medical history and physical examinations were done by internist and endocrinologist to evaluate the healthy status of recruited patients and determining the inclusion and exclusion criteria of recruited patients.
Inclusion criteria included male patients with T2DM
with the age range of 40-55 years on metformin and/or glyburide therapy for at least 5 years of duration.
Exclusion criteria included psychological diseases, neurological diseases, hypothyroidism, end-stage kidney disease; chronic kidney disease, hepatic dysfunctions, connective tissue disorders, history of intake of dopamine receptor agonist or antagonist agents or verapamil, malignant disorders, and sexual dysfunctions.
Anthropometric and biochemical measurements
Body mass index (BMI), BMI = body weight (kg)/height (cm 2 ) was measured according to the previous study. [14] Blood pressure was measured at the supine position by digital automated blood pressure monitoring 2 h apart. Pulse pressure = systolic blood pressure (SBP)-diastolic blood pressure (DBP) and mean arterial pressure (MAP), MAP = SBP + 2DBP/3. [15] A volume of 10 mL of venous blood was taken after overnight fasting from recruited patients and individuals. The blood samples were centrifugated at 3000/rpm and stored at −20 Ċ for later analysis. Fasting blood glucose (FBG) was determined by the glucose oxidase method. [16] Total cholesterol (TC), triglyceride (TG), and high-density lipoprotein (HDL) were measured by auto-analyzer (ERBE diagnostic Manheim, Germany). Low-density lipoprotein (LDL) was estimated by the Friedewald equation. [17] VLDL = TG/5 and atherogenic index (AI) = log (TG/HDL) were estimated by specific equations. [18] Fasting serum insulin (FSI) was measured by ELISA kit method (insulin human ELISA kit, Catalog number: KAQ1251 Abcam, USA). IR and β-cell function of the pancreas were determined by homeostatic model assessment (HOMA-2). [19] Glycated hemoglobin (HbA1c) was measured by ELISA kit method (human HbA1c AIi1c, GHbA1c, MBS702379, Abcam, USA). Human C-reactive protein (CRP) was measured by ELISA kit method (CRP ab99995, Abcam, USA). PRL serum level ng/ml was estimated by ELISA kit method (human PRL quantikine, solid-phase sandwich ELISA 5617, Abcam, USA). All kit procedures were completed according to the kit instructions of manufacturing company.
Statistical analysis
The data presented as mean ± standard deviation and unpaired Student's t-test was used to determine the significance of differences. Analysis of variance followed by Bonferroni's post hoc test. Data analysis was done using SPSS (IBM SPSS Statistics for Windows version 20.0, 2014 Armonk, NY, USA, IBM, Corp). P < 0.05 was regarded as statistically significant.
RESULTS
Consort flow-chart of the present study demonstrated that out of 111 recruited patients and enrolled individuals only 105 were randomized due to the exclusion of six patients that were not met inclusion criteria. Therefore, 111 male individuals and patients were randomized into 80 patients with T2DM and 25 healthy controls. Patients with T2DM were subdivided into three groups according to the current pharmacotherapy into metformin group (n = 29), glyburide group (n = 30), and their combination (n = 21). All patients with T2DM and healthy control were analyzed without discontinuation, as shown in Figure 1 .
Findings of the present study illustrated that patients with T2DM illustrated insignificant differences regarding age (P = 0.33). Bodyweight of patients with T2DM was high compared with control (P = 0.0001). As well, most of the T2DM patients were associated with other attendant illnesses such as 86.25% and 96.25% of them were hypertensive and dyslipidemic, respectively. About 36.25% of T2DM patients were on metformin therapy, 37.5% on glyburide, and 26.25% on their combination. Besides, other drugs were used such as statins 97.5%, omega-3 fatty acid 91.25%, antiplatelets 92.5%, and angiotensin-converting enzyme inhibitors 55%. All control subjects were healthy without a history of any medications except for tonic agents which were used by 7.5%, [ Table 1 ].
Patients with T2DM were significantly differed regarding anthropometric, blood pressure profile, and lipid profile compared with control (P = 0.001). Regarding inflammatory biomarker, CRP was high in patients with T2DM (2.9 ± 1.51 mg/L) compared with (1.21 ± 0.72 mg/L) in healthy controls (P = 0.001). As Table 3 ].
PRL serum level was positively correlated with FBG, HbA1c, insulin levels, HOMA-IR, and CRP levels. Moreover, PRL levels were significantly correlated with BMI (r = 0.56, P = 0.001), TG levels (r = 0.82, P = 0.001), and TC levels (r = 0.65, P = 0.001), but it negatively correlated with HDL levels (r = 0.54, P = 0.001), [ Table 4 ].
DISCUSSION
The present study illustrated that patients with T2DM have different cardiometabolic disorders such as hyperglycemias, dyslipidemia, and inflammatory changes compared with controls since; T2DM is a metabolic disorder associated with cardiovascular morbidity and mortality as well as different complications. [20] The chief finding of the present study was high PRL serum levels in patients with T2DM as reported by Wang et al., study that confirms a positive association between high PRL levels and IR. This high PRL serum level is to overcome IR and development of T2DM since; high circulating PRL levels are associated with a lower prevalence of diabetes and impaired glucose regulation in middle-aged and elderly Chinese men and postmenopausal women. [21] Physiologically, elevated PRL could protect against the impairment of glucose homeostasis, whereas excessively high levels of PRL exacerbate IR and impair insulin-secretory capacity since; pituitary prolactinoma often accompanied by hyperglycemia, obesity, and IR, and a dopamine-2 agonist, such as bromocriptine, can be used to reverse these symptoms. [22] It has been reported that PRL is a protective factor against the development of T2DM. LaPensee et al.'s study showed that PRL knockout mice is accompanied by β-cell hypoplasia, a reduced pancreatic insulin mRNA level, a blunted insulin secretory response to glucose, and mild glucose intolerance. [23] Physiologically, elevated PRL levels induce normal adaptive increases in glucose-stimulated insulin secretion through expanding β-cell mass and improving hepatic insulin sensitivity and have an indirect action by increasing hypothalamic dopamine synthesis to contribute to the improved energy and glucose homeostasis. [24] It is worth mentioning that the effect of a physiologically high PRL level and pathological hyperprolactinemia on glucose metabolism could be different. Excessive high levels of PRL exacerbate whole-body and hepatic IR and impair the insulin secretory capacity in patients with hyperprolactinemia caused by prolactinoma. [22] Moreover, the treatment of neonatal rat islets with PRL enhances islet insulin content and early insulin secretion also increasing islet sensitivity to glucose. This effect may be partly explained by the increased β-cell and liver glucose transporter GLUT2 in the membrane of cultured neonatal rat islets. [25] Indeed, Bordin et al. confirmed that PRL induces expression of several genes in the pancreatic islets such as macrophage migration inhibitory factor and Ca 2+ /calmodulin-dependent protein kinase IV. These genes have been shown to play a crucial role in insulin secretion. Treatment with PRL also modifies the expression of AKT2 and bone morphogenetic protein receptor 1A that control glucose homeostasis. [26] Moreover, PRL is also produced from adipose tissue and acts as a cytokine in the regulation of body metabolism. Adipose tissue-derived PRL level appears to be correlated with the body fat, [27] this incident coincides with our results since; most of the enrolled patients were with high BMI. Furthermore, adipose tissue macrophages also produce PRL in reaction to hyperglycemia and diabetic-induced inflammation [11] seeing as CRP levels, FBG, and HbA1c were elevated in our patients. CRP level reflects the inflammatory changes in the patients with T2DM since; CRP level is correlated with diabetic complications. Thus, hyperglycemia, obesity, and inflammation seem to be responsible for elevated PRL levels in patients with T2DM. [28] What is more, elevated PRL levels in T2DM may be a compensatory mechanism against hyperglycemia and metabolic impairments to overcome IR. Physiological high PRL in diabetic rat leads to an augmentation of insulin sensitivity, reduced inflammatory cytokine expression in visceral fat, prevent adipocyte hypertrophy, and increase expression of GLUT4. [29] It has been reported that PRL activates adiposity PPAR-γ similar to thiazolidinediones leading to a reduction in blood glucose and lipids through activation of lipogenesis.
As well, PRL improves endogenous antioxidant capacity through the activation of paraoxonase-1 gene which prevents lipid peroxidation and endothelial dysfunction in T2DM. [30] Alternatively, pathological or very high levels of PRL leading to hyperglycemia, IR, dyslipidemia, and metabolic complications. Therefore, the administration of bromocriptine or other D2-agonist ameliorates IR and metabolic complications through central inhibition of PRL secretion. [31] Hence, the effect of PRL on blood glucose is concentration-dependent.
Our findings also illustrated that PRL was positively correlated with TG and TC levels but it negatively correlated with HDL as documented by the previous study. [32] Concerning the effect of diabetic pharmacotherapy on PRL serum levels, the glyburide-treated group demonstrated high IR and high PRL serum levels compared with metformin-treated group or their combination because; glyburide increases appetite and bodyweight that worse IR which positively correlated with high PRL levels. What's more glyburide increased PRL secretion from anterior pituitary through inhibition of somatostatin (endogenous inhibitor of prolactin). [33] Moreover, findings of the present study illustrated that the metformin-treated group had low PRL and low IR compared with glyburide group. Low PRL levels in this group might be due to relatively low IR or due to metformin effect. It has been reported that metformin improves endogenous hypothalamic dopaminergic tone, which inhibits endogenous PRL secretion and ameliorate IR in obese women with polycystic ovary syndrome. [34] Furthermore, metformin plus glyburide in the present study led to better glycemic control than either metformin or glyburide monotherapy; but, PRL serum levels were not decreased more than metformin-treated group since; glyburide antagonize metformin effect on PRL secretion. [35] Alongside, high PRL levels in patients with T2DM might be due to low dopaminergic activity seeing as; dopamine receptor was decreased in obese and hyperinsulinemic status. [36, 37] Consequently, high PRL level in patients with T2DM is regarded as beneficial incident to overcome IR and diabetic complications.
Limitations of the present study were relatively small sample size which may limit the significance of findings, all of enrolled patients were from single-center, newly diagnosed patients with T2DM were not included in this study to observe PRL levels, dopaminergic activity was not evaluated separately in the present study, T2DM patient with chronic kidney disease or diabetic patients on verapamil were not involved in the present study since; these two conditions affect PRL serum levels and finally gender differences were not evaluated in this study.
In spite of these limitations, this study is considered as the initial step for a large-scale study to observe the association between PRL levels and T2DM-induced complications. Alongside, this study established that high PRL levels in patients with T2DM is the results of diabetic complication and not a causative factor in the pathogenesis of T2DM as known previously.
CONCLUSION
This study concludes that elevated PRL serum level in patients with T2DM is associated with diabetic complications. Diabetic pharmacotherapy mainly metformin reduced PRL serum level in patients with T2DM through amelioration of IR.
